Aims: Effects of dl-3-n-butylphthalide (NBP) on white matter damage and cognitive impairment in vascular cognitive impairment (VCI) have not been well studied. This study aimed to investigate the effects of NBP treatment on chronic cerebral hypoperfusion-induced white matter lesions and cognitive dysfunction in mice.
| INTRODUC TI ON
Vascular cognitive impairment (VCI) is termed as a spectrum of cognitive dysfunction associated with vascular disease origins from mild cognitive impairment to dementia. 1, 2 White matter damage due to chronic cerebral hypoperfusion is involved in a variety of neurological disorders including VCI. 1, 3 White matter hyperintensities (WMH) are the main manifestation of white matter damage, while cognitive impairment and subjective impairment are associated with severe WMH. 4, 5 White matter lesions in VCI are characterized by myelin sheath loss, inflammation, and increased BBB permeability. [6] [7] [8] Activation of glial cells and excessive production of inflammatory cytokines after hypoxia, including TNFα and IL-6, results in decreased blood flow, damage to white matter, and cognitive dysfunction. [9] [10] [11] Using dynamic contrast-enhanced magnetic resonance imaging, BBB leakage in the white matter has been demonstrated in patients with VCI. 12 Currently, there are no known effective treatments for VCI other than modifying vascular risk factors. Intriguingly, therapeutic approaches aiming to reduce white matter damage have been demonstrated to effectively prevent cognitive decline in animal models of VCI.
13,14
dl-3-n-butylphthalide ( Figure 1 ) is derived from l-3-n-butylphthalide which is initially extracted from seeds of Chinese celery, Aplumgraveolens. dl-3-n-butylphthalide was approved by the State Food and Drug Administration of China for treatment for patients with acute ischemic stroke in 2002 . 15 Studies have demonstrated that NBP exerts multi-target protective effects against ischemic stroke, including reducing oxidative stress, inhibiting inflammatory responses, alleviating neuronal apoptosis, ameliorating BBB damage, and increasing regional blood flow. [16] [17] [18] Moreover, emerging evidence indicates that NBP also have beneficial effects on cognitive function of Alzheimer's Disease (AD) and vascular dementia, 17, 19, 20 through regulating endoplasmic stress, reducing neuronal apoptosis, and glial reactivity. [21] [22] [23] Yet, limited data are available about the effects of NBP on chronic cerebral hypoperfusion-induced white matter damage and cognitive impairment. As the most valid animal model for VCI, 9 multiple pathophysiological manifestations of VCI have been demonstrated in BCAS mice, including reduced cerebral blood flow (CBF), myelin damage, death of oligodendrocytes, neuroinflammation, and BBB breakdown. 24 Therefore, in the present study, we aimed to investigate the effects of NBP on white matter damage and cognitive dysfunction in BCAS mice model of VCI.
| ME THODS

| Animals and model of chronic cerebral hypoperfusion
Male C57BL/6J mice (8-10 weeks, weight 25-28 g) were provided by the Animal Center of Nanjing Drum Tower Hospital. They were housed in a specific pathogen-free (SPF) environment on a 12-hour light/12-hour dark cycle, allowed free access to water and standard food. Chronic cerebral hypoperfusion was induced by BCAS as previously reported. Briefly, mice were anaesthetized with 4% chloral hydrate (10 mL/kg) by intraperitoneal injection. Both common carotid arteries (CCAs) were exposed through a midline cervical incision. 
| Cerebral blood flow measurements
The CBF was measured in mice using a laser Doppler flowmetry (LDF). 25 The LDF probe was placed perpendicularly to the skull at 1 mm posterior and 2.5 mm lateral to the bregma by a fixed plastic guide cannula (3 mm in outer diameter, 2 mm in inner diameter, 4 mm in length) using dental resin. Cerebral blood flow was recorded before BCAS, immediately after BCAS, at day 30 and day 60 after BCAS with or without NBP treatment. Perfusion images were acquired using PSI system with a 70-mW built-in laser diode for illumination and a 1388 × 1038 pixels CCD camera mounted 10 cm above the skull (speed 19 Hz, exposure time 6 ms). Cerebral blood flow values recorded before surgery were set as baseline (100%). The relative CBF was determined as the percentage value normalized to the presurgical baseline for each animal.
| Chemicals and experimental groups
dl-3-n-butylphthalide (formula: C12H14O2; 99.6% purity;
Shijiazhuang Pharmaceutical Group NBP Pharmaceutical Co., Ltd.) was extracted from celery seed. The extracted liquid was yellow and oil-like, which was directly diluted with corn oil. Thirty BCAS mice were randomized into 3 groups (n = 10): the NBP-treated group
(BCAS + NBP), the vehicle-treated group (BCAS + corn oil) and the untreated group (BCAS only). Ten sham-operated mice (sham group) were assigned to the control group. The mice in the BCAS + NBP group were treated with 80 mg/kg NBP by gavage. All mice were treated once a day for 60 days.
| Morris water maze test
Neurological deficit scores and Morris water maze were most commonly used in stroke and VCI, respectively. 26 As previously described, 27 spatial learning and memory was evaluated by the Morris water maze both at baseline and after BCAS. During the acquisition phase (days 1-5), the mice were trained to find the platform within 60 seconds. They were allowed to stay on the platform for 30 seconds to get familiar with their surroundings in case that they could not find it within 60 seconds, and 60 seconds was the latency. In the probe test (day 6), the platform was removed and the mice were allowed to swim freely for 60 seconds, and the number of platform crossing, the time in the target quadrant and the latency to the target quadrant were recorded. All data were analyzed using the ANY-maze system (Stoelting).
| Y-maze test
Y-maze test was performed at days 7, 14, 21, 30, and 60 after BCAS as previously reported. 10 Mice were placed at the intersection of the three arms (marked as A, B, C) with equal length and angle, and allowed to move freely through the maze for 8-minute sessions.
Spontaneous alterations were defined as the consecutive entry into all three different arms to form a triplet of non-repeated components, with the following six cases: ABC, ACB, CAB, BCA, CBA, and BAC. The percentage of spontaneous alterations (%) was defined as the number of spontaneous alterations in behavior/(the total number of arm entries − 2) × 100.
| Novel object recognition test
The novel object recognition test was performed to detect recognition memory as previously described. 10 During the adaptation session, mice were objected to explore the experimental box freely for 15 minutes. In the test, mice were allowed to explore the box with two identical red cuboid objects for 10 minutes. One hour later, one of the objects was replaced by a green cube object. Mice were placed in the box again to explore for 5 minutes. Exploration was defined as sniffing or touching the stimulus object with the nose or forepaws. The total time spent exploring each object was measured by an operator who was blinded to the group assignments. The percentage of exploratory preference was defined as time of exploration spent with the novel object/the total time of exploration spent with both objects.
| Modified neurological severity score
Motor functional outcome was evaluated through modified neurological severity score (mNSS). 28 Mice were evaluated by raising by tail, placing on floor, and beam balance walking, and then, all test scores were added into the mNSS score. The mNSS evaluations were performed every 10 days after BCAS. 
| Rotarod performance test
| Evans blue extravasation and qualification
Mice were sacrificed at day 60 after BCAS to evaluate BBB dysfunc- The sections were imaged using an Olympus microscope with an IX71 digital camera (Olympus), and the images were quantified with IPP 6.0 software. All evaluations were performed by a blinded investigator.
| Immunofluorescence staining and quantification
| Cell isolation, culture, and treatment
Primary astrocytes were isolated from the brains of newborn C57BL/6J mice (1-3 days) according to a previous report. 30 After 2 weeks, primary astrocytes were plated in 6-well culture plates at a density of 1 × 10 6 cells/well. After overnight incubation, the cells were stimulated by 100 ng/mL LPS for 3 hours with or without treatment of 1 μM NBP.
| Cytometric bead array
The supernatant from wells containing only astrocytes (vehicle), 
| Western blot assay
Mice were euthanized and decapitated, and their striatum was quickly dissected on ice. Brain samples and treated astrocytes in vitro were homogenized in RIPA buffer (Beyotime Biotechnology)
containing a mixture of phosphatase and protease inhibitors.
The protein concentration was then determined using a BCA kit 
| Gelatin zymography
Proteins from isolated brain tissues were subjected to gelatin zymography to analyze MMP-2/9 as previously described with minor modifications. 31 Protein samples (20 μL) were loaded on Zymogram Plus Gels (Invitrogen). Gels were washed in Zymogram Renaturing Buffer (Invitrogen) for 30 minutes and then incubated for 24 h in Zymogram Developing Buffer (Invitrogen) at 37°C followed by staining with Coomassie blue. Gels were destained until clear bands of gelatinolysis appeared.
| Statistical analysis
All results were presented as mean values ± standard error of the mean (SEM) and analyzed by SPSS 16.0 statistical analysis software (SPSS). Multiple comparisons were made using a two-way ANOVA followed by the Bonferroni post hoc test. The Student t test was used for two-group comparisons. Results were considered to be statistically significant at P ≤ 0.05.
| RE SULTS
| NBP ameliorated cognitive impairment after BCAS
To determine whether NBP treatment promoted cognitive impairment in mice after BCAS, behavioral tests were performed. Morris water maze test was used to evaluate mice spatial learning and memory. There were no significant difference in the escape latency among all groups before BCAS procedure (baseline) (Figure 2A a) .
However, at both day 30 and day 60 after BCAS, the BCAS mice spent more time searching the platform during the acquisition phase compared to the sham group, whereas NBP treatment reduced the latency (Figure 2A b,c) . In the probe test, the BCAS mice had a prolonged latency to the target quadrant ( Figure 2B ), a decreased number of platform crossing ( Figure 2C ), and spent significantly less time in the target quadrant ( Figure 2D ). In contrast, mice treated with NBP had a better memory than BCAS group, as evidenced by a shorter latency to the target quadrant ( Figure 2B ), a significantly increased frequency of crossing the platform ( Figure 2C ), and spending less time in target quadrant in comparison with the BCAS group ( Figure 2D ).
At the same time, we performed Y-maze test to evaluate the discriminative learning and working memory of mice. The results
showed that at day 60 after BCAS, the BCAS mice had a lower percentage of spontaneous alterations than mice of the sham group.
However, the percentage of spontaneous alterations after NBP treatment was significantly increased compared with the BCAS group ( Figure 2E ).
At day 60 after BCAS, mice were also subjected to the novel object recognition test. The results showed that the sham group was more inclined to be attracted by a novel object, which is a characteristic exploratory feature of rodents. Compared with the sham group, the BCAS group had less curiosity about the exploration of the new object, as can be seen from the significantly reduced exploratory preference. However, NBP treatment significantly restored exploratory preference compared to the BCAS group ( Figure 2F ).
We used mNSS score and rotarod performance test to evaluate motor function. No significant difference was found among the mNSS score ( Figure 2G ) and time before falling in the rotarod performance test ( Figure 2H ) of all groups, indicating that cognitive impairment in mice after BCAS was not affected by motor function with or without NBP treatment. Thus, these data from the behavioral tests demonstrated that NBP treatment ameliorated cognitive deficits in learning and memory functioning in mice subjected to chronic cerebral ischemia.
| NBP preserved white matter integrity after BCAS
White matter damage is an important manifestation of chronic ischemic brain injury. Therefore, we used immunofluorescence, labeling MBP, a marker of myelin integrity, and SMI32, a marker of axonal injury, to evaluate the white matter integrity after BCAS. Myelin loss ( Figure 3A ) in company of axonal damage was detected in the striatum ( Figure 3B ) and corpus callosum ( Figure 3C ) of the BCAS group brains at day 30 after the surgery. dl-3-n-butylphthalide treatment significantly preserved white matter integrity after BCAS, as measured by the increased MBP staining intensity ( Figure 3D ) and decreased SMI32 staining intensity ( Figure 3E ) relative to the BCAS group. These results indicated that NBP treatment reduced white matter damage in BCAS-induced mice.
| NBP reduced damage of endothelial tight junctions after BCAS
The permeability of BBB has been found to be increased significantly 2 weeks after moderate and sustained cerebral ischemia.
Cerebral endothelial tight junction proteins, such as occludin and claudin-5, play a critical role in maintenance of the BBB. To All data are presented as mean ± SEM (n = 10/group). *P < 0.05, **P < 0.01, ***P < 0.005, ****P < 0.001, compared with sham group; #P < 0.05, ##P < 0.01, ####P < 0.001, compared with BCAS group investigate whether endothelial tight junctions were damaged after BCAS, we used immunofluorescence, labeling occludin ( Figure 4A the BCAS group (Figure 4G,H) . However, there was no obvious difference in the expression of CD31 among all groups ( Figure 4F ). To conclude, NBP treatment reduced damage of endothelial tight junctions in mice after BCAS.
| NBP suppressed astrocyte activation and MMPs levels after BCAS
It has been reported that white matter changes are mediated by inflammation and glial activation. We evaluated the effects of NBP treatment on astrocyte activation in the striatum and corpus callosum of BCAS mice using immunofluorescence ( Figure 5A ). The results demonstrated a stronger presence of GFAP-positive astrocytes within mice in the BCAS group, whereas NBP treatment reduced the number of activated astrocytes ( Figure 5B ). Meanwhile, we measured MMPs levels using Western blot assays ( Figure 5C ).
The results showed that the expression of MMP-9 and MMP-2 both increased after BCAS, which was significantly reduced by treatment of NBP ( Figure 5D ). The results of Western blot revealed that BCAS increased the expression of myeloperoxidase (MPO), a marker of neutrophil, whereas NBP decreased the expression of MPO in the BCAS brains ( Figure 5G ).Moreover, we used immunofluorescence, labeling GFAP or MPO and MMP-9, to test which cell is the main cell type releasing MMP-9 after BCAS. The results showed that activated microglia released more MMPs than neutrophils.
At the same time, gelatin zymography was used to detect MMPs activity ( Figure 5G ). BCAS procedure remarkably increased activities of MMP-2, MMP-9, whereas NBP treatment inhibited the BCAS-induced activities of MMP-2, MMP-9 in the brain ( Figure 5H ).
Furthermore, we investigated whether NBP reduced the levels of pro-inflammatory cytokines in LPS-stimulated astrocyte supernatants in vitro. CBA results showed that the levels of TNF-α and IL-6
were remarkably increased in LPS-stimulated astrocyte supernatants, and NBP treatment significantly reduced the levels of TNF-α and IL-6 ( Figure 5I ). We also measured MMPs levels of LPS-stimulated astrocytes using Western blot assays ( Figure 5J ). The expression of MMP-9 and MMP-2 both increased after LPS stimulation, which was significant decreased by NBP treatment ( Figure 5K) .
Overall, these data demonstrated that NBP administration attenuated astrocyte activation and neutrophil infiltration and reduced both MMPs levels and activity after BCAS in mice. It also reduced the pro-inflammatory factors and MMPs released by astrocytes after LPS stimulation.
| NBP promoted BBB integrity and cerebral perfusion after BCAS
Several lines of evidence indicate that the activation of glial cells and MMPs leads to BBB disruption in the course of the disease associated with white matter damage, and we therefore evaluated the BBB integrity using Evans blue extravasation test. The results
showed that the leakage of Evans blue was increased in BCAS group, which was relatively reduced by the treatment of NBP (Figure 6A, B) .
Consistently, cerebral perfusion detected by CBF showed a significantly decrease in BCAS mice compared with sham-operated mice, suggesting the successful induction of global hypoperfusion in BCAS mice. A slight spontaneous improvement in the CBF was detected in all BCAS groups with time and over days. However, in comparison to untreated BCAS group, there was a significant increase in CBF in mice treated with NBP at day 30 and day 60 after BCAS, respectively ( Figure 6C, D) . Our results demonstrated that NBP promoted BBB integrity and cerebral perfusion after BCAS surgery.
| D ISCUSS I ON
Chronic cerebral hypoperfusion induced by bilateral common carotid artery stenosis (BCAS) with microcoils reliably reproduces both clinical and pathological features of VCI. 9, 32 In the present study, Furthermore, accumulating data have demonstrated that inflammation also contributes to chronic cerebral hypoperfusion-induced white matter lesions. 14 BBB breakdown interacting with neuroinflammation aggravates cerebral hypoperfusion-induced white matter damage. 35 Increased levels of pro-inflammatory cytokines, including
TNFα and IL-6 in serum and cerebral spinal fluid, were detected in patients with cognitive impairment. 11, 44 In contrast, inhibiting reactive astrogliosis, as well as inactivation of IL-1β signaling, contributes to amelioration of white matter injury and cognitive deficits. [45] [46] [47] In the present study, we found that the number of GFAP-positive astrocytes was increased in corpus callosum and striatum in BCAS mice, which was significantly suppressed by treatment with NBP.
Production of pro-inflammatory cytokines like TNFα and IL-6 was also decreased in LPS-treated astrocytes in vitro by NBP. Consistent with our results, NBP has been demonstrated to inhibit neuroinflammation in several neurological diseases, including ischemic stroke, multiple sclerosis, AD, and vascular dementia. 16, 17, 22, 48 NBP administration inhibited reactive astrogliosis and ameliorated cognitive deficits in rats with VCI due to chronic cerebral hypoperfusion induced by bilateral common carotid artery occlusion. 22 Moreover, treatment with NBP also suppressed Aβ-induced inflammation and production of TNFα and IL-6 in cultured primary rat astrocytes. 49 Taken together, these results suggested that NBP inhibited chronic cerebral hypoperfusion-induced neuroinflammation partially through reducing astrocyte reactivity, and subsequently contributing to improvement in cognitive function of BCAS mice.
The clinical trial of neuroprotection in ischemia has a long history of failure due in part to lack of combination with successful reperfusion. As our results showed, NBP had a therapeutic effect in BCAS mice, which improved CBF. Timely and successful restoration of blood flow may be essential to deliver therapeutic concentrations of neuroprotectants to the ischemic brain. 
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